-2. The effects of extraction buffers to the measurement of five neurosteroids using ID-TNT-carbonyl NS profiling. The whole brains from three adult C57BL/6J mice (male, 4-6 months) were homogenized in methanol (0.5 ml / 100 mg tissue) in the presence of internal standards. The homogenate was divided into 3 parts. For each part, the composition of extraction buffer was adjusted to either 75% methanol/25% water, 1% acetic acid in methanol, or 1.8% formic acid in methanol. Each homogenate is further homogenized before subjecting to the sample preparation procedure described above. Each condition was tested in triplicate. The neurosteroid/steroid profiles of cortex from adult mice (n = 4) subjected to a single exposure to raised platform for 10 min., or control animals, were analyzed using ID-TNTcarbonyl NS profiling.
A. The box-and-whisker plots of five targeted neurosteroids/steroids in the cerebellum, cortex, hippocampus, and hypothalamus from the control (clear) and stressed mice (gray). *< 0.05 (independent t test). The plots reveal that stress produced a significant increase of 3α,5α-THPROG, 3β,5α-THPROG and 5α-DHPROG in the cortex and PROG in hippocampus and hypothalamus. Mice (n=4, each group) were treated with 50mg/kg finasteride (prepared in 20% 2-hydroxypropyl)-β-cyclodextrin in saline), 20% 2-hydroxypropyl)-β-cyclodextrin in saline, or
